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Description 

A Sample Presentation Apparatus For Mass Spectrometry 

Background of the Invention 

The present invention relates generally to 
derivatized mass spectrometry sample presentation 
apparatuses, and more specifically, to mass 
spectrometry sample presentation apparatuses 
5 derivatized with complexes including at least one 

molecule which modifies a biomolecule. • - 

Conventionally, mass spectrometry is a technic[ue 
used to characterize analytes by determining their 
molecular weight. Ordinarily, mass spectrometry 

10 involves the steps of: coating a Seunple presentation 
apparatus with an analyte, introducing the sample 
presentation apparatus into the mass spectrometer, 
volatilizing and ionizing the analyte, accelerating the 
ionized analyte toward a detector by exposing the ions 

15 to an electric and/or a magnetic field, and analyzing 
the data to determine the mass to charge ratio of 
specific analyte ions. 

If an analyte remains intact throughout this 
process, data will be obtained which corresponds to a 

20 molecular weight for the entire intact analyte ion. 
Typically however, it is beneficial to additionally 
obtain data corresponding to the molecular weight of 
various fragments of the analyte. It is also 
beneficial to obtain data which only corresponds to the 

25 p\ire analyte, even when impurities are present. 

Therefore, it is advantageous to be able to modify 
analytes by pxirifying and/or cleaving them, prior to 
determining their molecule weight. 

In conventional mass spectrometry, the analyte is 

30 either modified before it is coated on the sample 
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presentation apparatus, or during the volatilization 
and ionization steps, which occur inside the mass 
spectrometer. It is known that biomolecules ( e.g. 
polypeptides, deoxyribonucleic acid (DNA) , ribonucleic 
5 acid (RNA) , or carbohydrates) can be selectively 
digested at specific locations by exposing them to 
immobilized conplexes. However, it is disadvantageous 
to modify an analyte before it is coated on the sanple 
presentation apparatus, as this extra step slows the 

10 overall process, involves loss of the analyte, and can 
possibly introduce contaminants. Moreover, if the 
fragments are generated in solution in a reaction, 
between the analyte and a reagent, the kinetics of the 
reaction may be rather slow, thus adding further delay. • 

15 It is also disadvantageous to generate fragments during 
the volatilization and ionization steps as such methods 
typically provide little control over the analyte 
cleavage site and may lead to excessive degradation of 
the analyte. 

20 It is further known to use the Matrix-Assisted 

Laser Desorpt ion/ Ionization ("MALDI") technique to 
volatilize and ionize biomolecules in a mass 
spectrometer. This technique involves surrounding a 
biomolecule in a special matrix material. A LASER 

25 beam, timed to a frequency where the matrix absorbs, is 
taur^eted on the matrix material. The LASER transfers 
sufficient energy to volatilize a small portion of the 
matrix material . A small number of analyte molecules 
are thus carried along with the matrix material into 

30 the vapor phase in the mass spectrometer. 

Prior to the development of MALDI, analysis of 
biomolecules by mass spectrometry was quite difficult, 
if not itapossible, since no technic[ues were available 
which were gentle, enough to volatilize intact 

35 biomolecules without any degradation or fragmentation. 
While the MALDI technique provides an advantageous 
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technique for volatilizing biotnolecules , this technique 
does not provide for generation of analyte fragments or 
purification of an analyte prior to introducing the 
analyte onto a sample presentation apparatus. In 
5 particulcur, the need for extra fragmentation or 

pxirification steps slow the overall process, wastes 
valuable analyte, and can introduce contaminants. 

It is known from PCX Publication No. 94/28418 to 
use a sample presentation apparatus for laser 

10 desorption and ionization mass spectrometry, wherein 
the saxcple presentation apparatus is derivatized with 
surface associated molecules for promoting desorption 
and ionization of biomolecules . In such surf ace -bound 
biomolecule methods, the surface associated molecules 

15 bind biomolecules, and later promote desorption of the 
biomolecules when they are exposed to LASER radiation. 
Biomolecule fragments are generated by exposing the 
surface-bound biomolecules to reagents in solution, and 
later washing away the reagent. This procedure is 

20 problematic because it can introduce contaminants, 
which reduces the quality of the collected data. 
Specifically, if any reagent is left on the surface 
after the washing procedure, it will be the first 
material to be volatilized by the LASER beam, and may 

25 very well swamp the signals from the material of 
interest, thereby adversely affecting the data. 

Moreover, such a process is difficult because it 
relies on new and unproven systems for volatilizing 
biomolecules. In contrast, MALDI matrix systems are 

30 well studied, and known to effectively and gently 

volatilize biomolecules. MALDI matrices Ccumot be used 
with the surface-associated molecule method because the 
matrix covers the surface-bound biomolecules, and thus 
would completely prevent the acquisition of useful 

35 data. 
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Purthermore, it is also disadvantageous to 
directly bind biomolecules to a sample presentation 
surface, because this would eliminate the possibility 
of transferring a modified biomolecule to a second 
5 region on the presentation surface or a second 

presentation siirface, where it could be exposed to 
other modifying reagents. Therefore, any chemical 
reactions according to the surface -boiind analyte 
method, must be performed sequentially, rather than in 

10 parallel. In such sequential methods, the bound 

analyte must be reacted with one reagent, introduced 
into the mass spectrometer, removed, and then 
subsecjuently reacted with a second reagent. Each of 
these steps is disadvantageous as it presents an 

15 opportunity for contaminating the sample and introduces 
further delay. 

For the foregoing reasons, there is a need for a 
mass spectrometry sample presentation apparatus which 
provides a rapid, efficient method for analyzing 

20 biomolecules using proven, advantageous MALDI matrices. 

Summarv of the Invention 

Accordingly, it is an object of the invention to 
provide a sanple presentation apparatus, mass 
spectrometry method, and mass spectrometer that 
25 overcome the disadvantages of the prior art. 

Another object of the invention is to provide an 
improved sample presentation apparatus including a 
conqplex capable of modifying biomolecules wherein it is 
xinnecessary to separate any reagent from the modified 
30 biomolecule to prevent contaminating data obtained from 
the modified biomolecule. 

Another object of the invention is to provide an 
improved derivatized mass spectrometry sanple 
presentation apparatus which minimizes sanple loss, and 
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thus works effectively with extremely small amounts of 
biomolecules . 

Yet another object of the invention is to provide 
a mass spectrometry sample presentation apparatus which 
5 presents a complex capable of chemically modifying a 
biomolecule in a high effective concentration, and thus 
increases the rate of biomolecule modification 
reactions . 

Another object of the invention is to provide a 

10 mass spectrometry sample presentation apparatus which 
digests and/ or purifies biomolecules. 

A further object of the invention is to provide a 
derivatized mass spectrometry san^le presentation 
apparatus which can utilize existing optimized MALDI 

15 matrix systems. 

Another object of the invention is to provide a 
mass spectrometry method wherein biomolecules are 
reacted with one reagent, and then a portion of the 
reacted biomolecules are reacted with a different 

20 reagent. 

A further object of the invention is to provide a 
method for making a mass spectrometry sample 
presentation apparatus which overcomes the 
disadveuitages of the prior art. 

25 Yet another object of the invention is to provide 

a method of analyzing a biomolecule, wherein the 
biomolecule is e3q>osed to the derivatized surface of 
the sample presentation apparatus and then inciibated in 
a moist atmosphere. Sxibsequently, a MALDI matrix 

30 material is added, and finally the sample presentation 
apparatus is introduced into the mass spectrometer. 

Another object of the invention is to provide a 
method of analyzing a polypeptide, wherein the 
molecular weight data is used to determine a limited 

35 amino acid sequence of the peptide. The limited amino 
acid sequence obtained by this method can then be used 
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to generate corresponding nucleic acid sequences. 
These nucleic acid sequences can then be used to search 
a computer database containing known nucleic acid 
sequences. A match may identify a known nucleic acid 
sequence which codes for the polypeptide. 

A further object of the invention is to provide an 
improved mass spectrometer which incorporates an 
improved mass spectrometry sample presentation 
apparatus . 

These and other objects of the present invention 
are obtained by providing a mass spectrometry sample 
presentation apparatus con5>rising a mass spectrometry 
sample presentation surface, wherein a coti5)lex is bound 
to the surface which includes at least one molecule 
whi c h chemically modifies a biomolecule. 

A method of making a sample presentation apparatus 
is fixrther provided wherein a complex, which includes 
at least one molecule which chemically modifies a 
biomolecule, is bound to the sample presentation 
apparatus surface. 

The objects of the present invention are further 
accomplished through a method of analyzing a 
biomolecule comprising the steps of: 

(a) providing, a mass spectrometry Bsxapl^ 
presentation surface; 

(b) binding at least one complex to the 
surface wherein the complex includes at 
least one molecule which chemically 
modifies a biomolecule; 

(c) contacting the biomolecule with the 
surface, thereby chemically modifying 
the biomolecule; and 

(d) determining the molecular weight of the 
chemically modified biomolecule in a 
mass spectrometer. 
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The objects of the present invention are further 
obtained by a mass spectrometer. The mass spectrometer 
has a sample presentation sxirface with a surface -bound 
complex including at least one molecule which 
5 chemically modifies a biomolecule. The mass 

spectrometer also has a vacuum interlocking device for 
introducing the sxirface into the machine, cin apparatus 
for volatilizing and ionizing the chemically modified 
biomolecule, cm electric field generator, a detector 

10 and electronics for determining the molecular weight to 
charge ratio of the modified biomolecule ions. 

The sanple presentation apparatus, method of 
making a sample presentation apparatus, method of 
cuialyzing biomolecules and mass spectrometer of the 

15 present invention provide mass spectrometry information 
for biomolecules which is both easier to obtain and of 
higher quality, than was previously possible. 

Brief Description of the Drawings 

Fig. 1 is a MALDI mass spectrum of 10 picomoles of 
20 chicken egg lysozyme digested for 10 minutes with 
surface-bound trypsin. 

Fig. 2 is a stimmary illustrating the correlation 
between the calculated and observed masses for chicken 
egg lysozyme fragments. 
25 Fig. 3 is a MALDI mass spectrum of 1 picomole of 

chicken egg lysozyme digested for 10 minutes with 
surface-bound trypsin. 

Fig. 4 is a MALDI mass spectrum of 1 picomole of 
chicken egg lysozyme digested for 10 minutes with an 
30 eguimolar amount of unboxind trypsin. 

Fig. 5 is a MALDI mass spectrum of 2 /il of a 
500 ^iM solution of chicken egg lysozyme digested with 
an ec[ual voltuae of slurried agarose immobilized 
trypsin. 
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Fig. 6 Is a summary of the residues of 1 picomole 
of chicken egg lysozyme obtained following a 10 minute 
digest with free trypsin and agarose- immobilized 
trypsin. 

5 Pig. 7 is a schematic illustration of the amino 

acid sequence of oc-cobratoxin. 

Fig. 8 is a MALDI mass spectrum of undigested 
oc- cobratoxin . 

Fig. 9 is a MALDI mass spectrum of approximately 
10 10 picomoles of oc-cobratoxin digested for 30 minutes 
with surface -boxand trypsin sample presentation 
apparatus . 

Fig. 10 is a MALDI mass spectrum of approximately . 
10 picomoles of oc-cobratoxin digested for 30 minutes 
15 with a surf ace -boxxnd trypsin sample presentation 
appcuratus in the presence of a reducing agent. 

Fig. 11 is an exploded view of the MALDI mass, 
spectrum of Pig. 10 in the m/z range of 1,000-5,000 Pa. 
Fig. 12 is a positive ion MALDI mass spectrum of 
20 undigested human parathyroid hormone 1-34 (hPTH) . 

Fig. 13 is a MALDI mass spectrum of hPTH digested 
for 10 minutes on a surface-bound oc-chymotrypsin mass 
sample presentation apparatus. 

Fig. 14 is a MALDI mass spectrum of hPTH digested 
25 for 10 minutes on a surface -boiind oc-chymotrypsin sample 
presentation apparatus followed by pH adjustment to 
approximately 5 and addition of carboxypeptidase P 
(cpp) . The inset illustrates the region of interest 
for final residue determination. 
30 Fig. 15 illustrates the pcu:t:ial peptide sequence 

of hPTH generated by analyzing the mass spectrometry 
data from oc-chymotrypsin and 

oc-chymotrypsin/ carboxypeptidase P (cpp) fragments . 

Fig. 16 is a MALDI mass spectrum of hPTH digested 
35 for 5 minutes on a surface -bound trypsin sample 

presentation apparatus maintained at 45 ®C, pH 8.1. 
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Fig. 17 is a protein ladder sequence generated by- 
addition o£ cpp to the digested sample of Fig. 16. 

Fig. 18 is a summary of the partial peptide 
sequence generated by analyzing the mass spectrometry 
5 data from trypsin and trypsin/cpp fragments. 

Fig. 19 is an overlay of the mass spectra of 
trypsin and trypsin/cpp fragments illustrating the use 
of both the large-scale and ladder information to 
extend the sequence determination . 
10 Fig. 20 is a MALDI mass spectrum of liPTH digested 

for 8 minutes on a surface-bound pepsin sample 
presentation appsuratus maintained at 45 *C, pH 3.4. . . 

Fig. 21 is a MALDI mass spectrum of hPTH digested 
for 10 minutes on a surface-bound a-chymotrypsin mass 
15 sample presentation apparatus maintained at AS^C, pH 
3.4. 

Fig. 22 is a MALDI mass spectrum of hPTH digested 
for 10 minutes on a surface -boiind oc-chymotrypsin mass 
sample presentation apparatus maintained at 45^C, pH 
20 3.4, followed by a 10 minute digestion by surf ace -bound 
cpp maintained at 35®C, pH 5. 

Description of the Preferred Embodiments 

The present invention provides a conventional mass 
spectrometry sample presentation apparatus which has a 

25 surface derivatized with complexes which chemically 
modify biomolecules . This apparatus is typically 
exposed to a biomolecule, and incubated to allow the 
complex to modify the biomolecule. After inciibation, 
the modified biomolecule is preferably surrounded with 

30 a MALDI matrix material and then introduced into a mass 
spectrometer. The invention also include further 
embodiments such as a mass spectrometer incorporating 
such a sample presentation apparatus. Further 
embodiments provide a method of performing mass 
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spectrometry, and of making a sample presentation 
apparatus. 

As used herein, the term "derivatized" is meant to 
refer to a mass spectrometry Scunple presentation 
apparatus having a bound con?>lex. A derivatized sanqple 
presentation apparatus in accordance with the invention 
may be composed of any suitable material. The material 
can be a solid or liquid. Suitable solid materials 
include, but are not limited to insulators such as 
quartz, semiconductors such as doped silicon and the 
like, and conductors including metals such as steel, 
gold and the like. Various insulating or conductive 
polymers may also be used. The surface of the saii5>le 
presentation apparatus need not be made of the same 
material as the rest of the apparatus. It is 
preferable for the surface to be clean so that a 
complex may adhere to the sxirface. 

The complex attached to the presentation apparatus 
surface has two distinct functionalities. As used 
herein, the term "con?>lex" refers to a chemical which 
includes at least one molecule which chemically 
modifies a biomolecule. The complex has a "tethering" 
function, wherein it is capable of attaching itself at 
at least one end tp the sxirface. Moreover, it also has 
a "reactive" function wherein it is capable of 
chemically modifying the analyte. As used herein, the 
term "chemically modify" is meant to refer to 
purification or digestion of an analyte, but not 
bi ndin g an analyte. The complex may further comprise a 
tethering molecule which binds to the surface, and a 
reactive molecule which binds to the tethering molecule 
and modifies a biomolecule. 

Typically, the "tethering" function is associated 
with one group of atoms ( i.e. . the tethering molecule) 
while the "reactive" function is associated with a 
different group of atoms ( i.e. . the reactive molecule) . 
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The complex may comprise both a tethering molecule 
which binds to the sample presentation surface and a 
reactive molecule which binds to the tethering molecule 
and modifies a biomolecule. However this separation of 
5 function is not necessary. The tethering molecule is 
preferably selected from the class of molecules which 
has proven to be effective as an immobilized ligand. 
Many specific exanples of such molecules are listed on 
pages T-156 to T-200 of the 1995 Pierce Corporation 

10 Catalog (Pierce Corp., P.O. Box 117, Rockford II. 
61105) . Suitable tethering molecules include: 
dithiothreitol , dimethyladipimidate- 2 *HCL , 
dimethylpimelimidate*HCL, dimethylsuberimidate*2HCL, 
dimethyl 3,3' -dithiobispropionimidate*2HCL , 

15 disuccinimidyl glutarate, disuccinimidyl stiberate, bis 
( sulf osuccinimidyl ) sxaberate , 
dithiobis (succinimidylpropionate) , 
dithiobis (sulfosuccinimidylpropionate) , ethylene 
glycobis (succinimidylsuccinate) , ethylene 

20 glycobis (sulf osuccinimidylsuccinate) , disuccinimidyl 
tartarate, disulf osuccinimidyl tartarate, bi8[2- 
( succinimidyloxycarbonyloxy ) ethyl] sulf one , bis [2 - 
(sulf osuccinimidooxy-carbonyloxy) ethyl] sulf one, 
succinimidyl 4- (N-maleimido-matyl) cyclohexane-1- 

25 carboxylate, sulfo-succinimidyl 4- (N-maleimidomethyl) 
cyclohexane-l-carboxylare , m-Maleimidobenzoyl-N- 
--hydroxysuccinimide ester, m-maleimidobenzoyl-N- 
hydroxysulfosuccinimide ester, succinimidyl 4-p- 
maleimido-phenyl) -butyrate, sulf osuccinimidyl 4-(p- 

30 maleimidophenyl) -butyrate, bismaleimidohexane, N-(X- 
maleimidobutyryloxy) succinimide ester, N-(X- 
maleimidobutyryloxy) sulf osuccinimide ester, n- 
succinimidyl (4-iodoacetyl) aminobenzoate, 
sulf osuccinimidyl (4-iodoacetyl) -aminobenzoate, 1, 4-di- 

35 [3 ' -2 ' -pyridyldithio (propionamido) butane] , 4 - 

succinimidyl-oxycarbonyl-of (s -pyridyldithio) toluene , 
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sulf osuccinitnidyl-6- [a-methyl-a- {2-pyridyldithio) - 
toluamido] hexanpate, n-succiniinidyl-3 (2-pyridyldithio) - 
propionate, succinimidyl 6- [3- (2-pyridyldithio) - 
propionamido] hexanoate , sulf osuccinimidyl - 6- [- 3- (2- 
pyridyldithio) -propionamido] hexanoate, 
sulf osuccininiidyl-6- [3- (2-pyridyldithio) - 
propionamido] hexcmoat e , 3 - ( 2 -pyridyldithio ) -propionyl 
hydrazine, l-ethyl-3- (3-dimethylaminopropyl) - 
carbodiimide hydrochloride, n,n'- 

dicyclohexylcarlDodiiraide, 4- (p-azidosalicylamido) - 
butylamine, azidobenzoyl hydrazine, N-5-azido-2- 
ni t robenzoyloxysuccinimide , n - 5 - azido - 2 - 
nitrobenzoyloxyeuccinimide , n- [4 - (p- 
azidosalicylamido) butyl] -3' (2'- 
pyridyldithio)propionamide, p-azidophenyl glyoxal 
raonohydrate , 4 - (p-azidosalicyl-amido) butylamine , 1- (p- 
azidosalicylamido) -4- (iodoacetamido) butane, bis- [iS-4- 
azidosalicylamido) ethyl] disulfide , n- 
hydroxysuccinimidyl-4-azidobenzoate , n-hydroxysulf o- 
succinimidyl 4-azidobenzoate, n-hydroxysuccinimidyl-4- 
azidosalicylic acid, n-hydroxysulf osuccinimidyl-4- 
azidosalicylic acid, sulf osuccinimidyl- (4- 
azidosalicylamido) -hexanoate, p-nitrophenyl-2-diazo- 
3,3, 3 -trif luoropropionate, 2-diazo-3 ,3,3, -trif luoro- 
propionate, n- succinimidyl- (4-azidophenyl) 1, 3/- 
di thiopropionate , sulf osuccinimidyl- (4 - 
azidpphenyldithio) propionate, sulf osuccinimidyl -2- (7- 
azido-4 -methylcoumarin-3 -acetoamide) ethyl-1 , 3 ' - 
di thiopropionate, sulf osuccinimidyl 7-azido-4- 
metylcoumarin-3 -acetate, sulf osuccinimidyl 2-(m-azido- 
o-nitrobenzamido) -ethyl-1 , 3 ' -di thiopropionate , n- 
succeinimidyl-6- (4 ' -azido-2 ' -nitrophenyl- 
amino) hexanoate, sulfosuccinimidyl 6- (4' -azido-2' - 
nitrophenylamino) hexanoate, sulfosuccinimidyl 2- (p- 
azidosalicylamido) ethyl-1, 3 ' -di thiopropionate, 
sulfosuccinimidyl 4- (p-azidophenyl) -butyrate. Various 
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protocols for using such ligands are explained in 
"Immobilized Affinity Ligand Techniques" by Greg T. 
Heraanson et al. (1992), which is incorporated herein by 
reference. 

5 The complex may chemically modify a biomolecule 

analyte in several different ways. As used herein, the 
term "biomolecule** is meant to refer to DNA, RKA, 
polypeptides, carbohydrates and combinations thereof. 
For example, the complex may digest, or purify the 

10 biomolecule. As used herein, the term "digest" is 

meant to refer to chemical or enzymatic cleavage of a 
biomolecule into fragments and the term "purify" means 
to remove undesirable materials from a solution 
containing the biomolecule. As used herein, the term • 

15 "fragment" is meant to refer to a part of a biomolecule 
which has been cleaved from the rest of the biomolecule 
using a chemical or enzymatic reagent. Several 
different reactive molecules are available for 
digesting biomolecules . If the biomolecule is a 

20 polypeptide, the complex will preferably comprise a 
chemical cleavage agent or an enzymatic protease. 

Enzymatic proteases are specific polypeptides 
which cleave polypeptides. Proteases may cleave 
themselves by a process known as autolysis. Several 

25 enzymatic proteases cleave polypeptides between 

specific amino acid residues. Examples of proteases 
which cleave nonspecifically include subtilisin, papain 
and thermolysin. Examples of proteases which cleave at 
least somewhat specifically include: arainopeptidase-M, 

30 Ceurboxypeptidase-A, carboxypeptidase-P, 

carboxypeptidase-B , carboxypeptidase-Y, chymotarypsin, 
clostripain, trypsin, elastase, endoproteinase Arg-C, 
endoproteinase Glu-C, endoproteinase Lys-C, factor Xa, 
ficin, pepsin, plasmin, staphylococcus aureus V8 

35 protease, proteinkinase K and thrombin. 
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caiemical cleavage agents which cleave polypeptides 
between specific amino acid residues include cyanogen 
bromide, O-iodosobenzoate. or 0-iodosobenzoic acid, 
dilute hydrochloric acid, N-bromosuccinimide, sodium 
5 hydrazine, lithium aliaminum hydride, hydroxylamine and 
2-nitro-5-thiocyanobenzoate, Suitable chemical 
cleavage agents also include Sanger's Reagent (2,4- 
dinitrof luorobenzene) , Edmund's Reagent 
(Phenylisothiocyanate) , and immobilized derivatives of 

10 these Reagents. Moreover, coordinated transition metal 
complexes such as the tetradentate Co (III) conplex, 
^- [Co<triethylenetetramine)-0H(H20)] , may also be used * 
as effective cleavage agents. See Buckingham et al. 89 - 
J.A.C.S. 1082 (1967) . 

15 When the biomolecule to be analyzed is -sl 

polypeptide, it may be advantageous to add a reducing 
agent to sever any disulfide bonds between the amino 
acids. Severing these bonds will result in further 
fragmentation of the peptide, thus yielding more 

20 information about peptide structure. Disulfide 
reduction agents may be bound onto the sample 
presentation surface, or used in solution. Suitable 
disulfide reducing agents include /3-mercaptoethanol, 
cysteine, and dithiothreitol (DTT) . Carboxypeptidase- 

25 P, dithioerythritol (DTE) lipomide and N- 

acetylhomocysteine can be used as surface -bound 
disulfide reduction agents. 

For biomolecules such as DNA or RNA., it may be 
advantageous to add a restriction endonuclease or 

30 exonuclease to the san?>le presentation appsuratus 

s\irface. These enzymes can cleave DNA and RNA between 
specific nucleases, creating fragments of DNA or RNA. 
Specific restriction endonucleases and exonucleases are 
well known to those skilled in the art. Exsunples of 

35 enzymes which cleave both DNA and RNA include, but are 
not limited, to snake-venom phosphodiesterase and 
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spleen phosphodiesterase. Enzymes which cleave only 
DNA include, but are not limited to, deoxy-ribonuclease 
I and II. Ribonuclease I (pancreas) cind T. (mold) 
cleave RNA. 

5 When analyzing a biomolecule containing 

carbohydrate, it may be advantageous to add fucase, O- 
or N-glycanase, mannas e, neuraminidase, galactosidase 
or glucosidase to the surface. These enzymes will 
generate carbohydrate fragments of specific molecular 

10 weight which can* be determined in the mass 
spectrometer • 

The coTiplex attached to the sample presentation 
siirface may also purify the biomolecule. For exan^le, . 
the complex may comprise a reactive molecule which 

15 invisibly binds common impiirities such as detergents, 
lipids, endotoxins or proteases. 

The present invention also provides a method for 
making the above-described derivatized mass 
spectrometry sample presentation apparatus. In this 

20 method it is essential that a complex which modifies 
biomolecules be bound to the surface of the sample 
presentation apparatus. In one embodiment, the entire 
complex is first synthesized or purified, and then 
reacted with the surface. In an alternate preferred 

25 embodiment, the complex is formed by first reacting the 
sample presentation surface with a tethering molecule, 
and then later reacting the tethered molecule with a 
reactive molecule. 

Another embodiment of the present invention 

30 provides a method for analyzing a biomolecule. 

Specifically, the method involves: (1) providing a mass 
spectrometry seunple presentation surface, (2) binding 
at least one complex on the surface wherein the conplex 
includes at least one molecule which chemically 

35 modifies a biomolecule, (3) contacting the biomolecule 
with the surface, thereby chemically modifying the 
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biomolecule (4) applying a MALDI matrix to the surface 
and (5) determining the molecular weight of the 
biomolecule in a mass spectrometer. The biomolecule 
may be contacted with the surface while in solution or 
in the vapor phase. 

The contacting step is preferably performed above 
room temperature, most preferably up to 55«^C, to speed 
the reaction rate. However, it should not be performed 
at a temperature high enough to cause degradation of 
the analyte or the complex. For certain complexes, it 
may be advantageous to perform the contacting step 
below room temperature, most preferaQjly above -10 ^C. 
This contacting step is allowed to proceed for a 
sufficient time, typically 5-30 minutes. The actual 
reaction time will depend on the particular coxaplex and 
biomolecule. When proteases are used to digest 
polypeptide biomolecule, the contacting step is 
preferably performed in a moist atmosphere. Such an 
atmosphere may be created for example, by providing a 
water reservoir and enclosing it along with the sait?>le 
presentation sxirface and biomolecule in a closed 
system. 

Next, a MALDI matrix is added to the reacted 
biomolecule. The MALDI matrix may be cuay material 
which solubilizes biomolecules, absorbs light energy at 
a frequency easily accessible by a laser, and is 
unreactive with respect to biomolecules. Sxxitable 
tnatrices include nicotinic acid, pyrozinoic acid, 
vanillic acid, succinic acid, caffeic acid, glycerol, 
urea or tris buffer (pH 7.3). Preferable matrices 
include oc-cyano-4-hydroxycinnamic acid, ferulic acid, 
2#5-dihydroxyben2oic acid, sinapic (or sinapinic) acid, 
3,5-dimethoxy, 4 -hydroxy- trans -cinnamic acid, other 
cinnamic acid derivatives, gentisic acid and 
combinations thereof. 
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A further embodiment of the present invention 
provides a mass spectrometer which incorporates the 
above-described sample presentation apparatus. The 
mass spectrometer according to the present invention 
5 further comprises a vacuum interlocking device for 
introducing the sample presentation apparatus into a 
volatilization chamber, an apparatus for volatilizing 
and ionizing the analyte, an optional electric field 
generator which is oriented to cause biomolecule ions 

10 to travel toward a detector, and electronics for 

determining the molecular weight to charge ratio for a 
particular ion based on its trajectory. 

This mass spectrometer is compatible with all of 
the techniques normally used for volatilizing and 

15 ionizing analytes. Such techniques include, but are 
not limited to, electrospray ionization, Calif omiumi^ 
plasma desorption, field desorption, fast atom 
bombardment, liquid secondary ion MS, laser desorption, 
and thennospray ionization. Preferably, the MALDI 

20 technique is used for volatilizing and analyzing 

biomolecules • The mechanical structxires or equipment 
required in these techniques are well known to those 
skilled in the art. 

The spectrometer usually contains an electric 

25 field generator which has electrically charged metal 
structures between the area in the spectrometer where 
the ions are generated and the detector. These 
structures must be designed such that they attract 
ions, but the ions can travel past them to reach the 

30 detector. PriBferably, the structures are charged metal 
grids with apertures that allow some of the ions to 
pass through and drift toward the detector. The 
structures must be located between the ion generation 
area and the detector. They must also have a potential 

35 difference which acts to accelerate ions toward the 
detector. 
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Some mass spectrometers also use magnetic fields 
to deflect ions as they travel towards the detector. 
Such instruments determine the mass of an ion based on 
its deflection in the magnetic field. It is, however, 
5 preferable to use a time-of-fight mass spectrometer to 
determine the mass of biomolecules . 

The electronics for determining the molecular 
weight to charge ratio of an ion based on its 
trajectory typically includes an ion iirpact detector, 
10 data-acquisition electronics, and data analysis 
electronics, such as a computer. 

Many types of detectors are conpatible with the 
present invention. Some specific examples of detectors . 
include the Faraday cup, electron multipliers, electro- ' 
15 optical ion detectors and photographic emulaions. 

Specific embodiments in accordance with the 
present invention will now be described in detail. 
These examples cure intended to be illustrative, and the 
invention is not limited to the materials, methods or 
20 apparatus set forth in these embodiments. 

Example 1 

Preparation of Sample Presentation Apparatus 
Circles of gold (Au) foil (99.9%), available from 
Johnson Matthey, 2.5 ram diameter and 0.01 mm thick were 

25 punched out and placed in a polyethylene 

microcentrifuge tube. Care was taken to avoid any 
contamination of the gold foil circles. The gold foil 
was activated according to the method of Katz. See . 
Katz, E.y., J. Electroanal. Chem, , Vol. 291, p. 257 

30 (1990) . The circles were treated with a crosslinking, 
or tethering molecule, solution of Dithiobis 
[succinimidylpropionate] (DSP) available from Pierce 
dissolved in isopropanol to approximately O.lM. The 
DSP/isopropanol solution was essentially saturated at 

35 this concentration. The circles were treated with the 
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DSP/isopropanol solution for fifteen minutes, with 
occasional mixing using a vortex mixer. This tethering 
molecule solution was poured off, and the gold circles 
were rinsed repetitively with pure isopropanol, 
5 followed by three rinses with pure ethanol. The gold 
circles were vacuum dried and trcmsf erred to new 
microcentrifuge tubes prior to treatment with a 
reactant molecule or biomolecule. 

Example 2 

10 Preparation of Sample Presentation 

Apparatus with Surf ace-Boimd Trypsin 

A mass spectrometry sample presentation apparatus 

was prepared by binding trypsin to the surface of the 

apparatus as follows. Trypsin type XIII: tosyl-L- 

15 phenylalanine chloromethyl ketone (TPCK) treated, from 
bovine pancreas available from Sigma, was dissolved in 
20 mM phosphate buffer, pH 7.8 to a concentration of 1 
mg/mL for use in preparation of the derivatized sample 
presentation apparatus. To attach the enzyme to the 

20 crosslinker or tethering molecule on the gold foil 
circles prepared in Exan^le 1, the circles were 
incubated with a 1 mg/mL solution of enzyme in 20 mM 
phosphate buffer, pH 7.8 overnight in a refrigerator 
with occasional agitation. Following incubation, the 

25 gold foil circles were rinsed vigorously with the 

phosphate buffer, and subsequently with a 0.1% aqueous 
solution of Triton-XlOO, using a vortex mixer for both 
rinses . The gold foil circles were then vacuum dried 
and stored in. polyethylene microcentrifuge txibes . 

30 Physical attachment of the gold foil circle surfaces to 
the stainless steel saxnple presentation apparatuses 
conventionally used for routine MALDI analysis was 
accomplished by application of a small amoxrnt of spray 
adhesive to the conventional sample presentation 

35 surface or probe tip, which was then pressed onto one 
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of the gold foil circles* Prior to attachment, the 
conventional stainless steel (304) mass spectrometer 
sample presentation apparatuses were electropolished 
and thoroughly rinsed in deionized water followed by 
5 ultrasonic cleaning in methanol. £ven pressure was 
maintained on the probe tip and gold foil while the 
adhesive was allowed to bond. The sample presentation 
apparatus with bound trypsin was then used for protein 
digestion as described hereinbelow. In practice, 
10 multiple tips were made and stored in polyethylene 
tubes at room temperature until needed. 

Example 3 

Au/trypsin Sample Presentation 
Surface Contacted with Lvsozvme 

15 Digestions were performed with the Au/trypsin 

active surfaces prepared in Example 2 by the 
application of aliguots (either 4/xL or 400 nL) of 250 
nM lysozyme hen egg solution (dissolved in 20 mM 
phosphate; 10 mM dithiothreitol (DTT) ; pH 8.1 buffer) 

20 directly to the sample presentation apparatus surfaces. 
The surfaces were allowed to stand in a humid enclosure 
maintained at 40 ^C. The solution volume on the surface 
was monitored, and additional aliguots of 1-2 /iL of 
phosphate buffer were added if the volume of liquid 

25 appeared to be less than 2 /iL. After 10 minutes the 

apparatus was removed from the humid environment, 2 iiL 
of the MALDI matrix, a-cyano-4-hydroxycinnamic acid 
(prepared as a saturated solution in a solvent mixture 
of 2:1, 1.3% aqueous trif luoroacetic acid:acetonitrile 

30 (ACCA) ) , was applied and the surface was allowed to air 
dry. 
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Coitrparative Example 4 

Protein Digestion/Sample 
Preparation with Free Trypsin 

A 1:1 mole ratio of trypsin to lysozyme was 

5 prepared by addition o£ 2 /xL of 500 nM lysozyme with 

2/xL of 500 nM trypsin (both prepared in a 20 mM 

phosphate; 10 mM DTT; pH 8.1 buffer) * The combined 

volume was placed in a 600 /xL microcentrifuge tube and 

incubated at 40®C for 10 minutes • The reaction was 

10 halted by the addition of 2 /iL of the MALDI matrix ACCA 

and the total volume of the digest /matrix mixture was 

placed on an inert mass spectrometer sample 

presentation apparatus and allowed to air dry. 

Comparative Example 5 
15 Agarose Immobilized Trypsin 

A 1:1 volume ratio of lysozyme to agarose/trypsin 
was prepared by addition of 2 /xL of 500 nM lysozyme 
with 2/iL of slurried agarose/trypsin (both prepared in 
a 20 mM phosphate; 10 mM DTT; pH 8.1 buffer) . The 
20 slturried agarose contained approximately 1 fiL of beaded 
reagent. The combined voltime was placed in a 600 
microcentrifuge txabe and incubated at 40® C for 10 
minutes. The reaction was halted by the addition of 2 
/xL of ACCA matrix and the total volume (with beaded 
25 reagent) of the digest /matrix mixture was placed on an 
inert mass spectrometer conventional Scunple 
presentation apparatus or probe tip and allowed to air 
dry. 

Bx^TO^e g 

30 Time-of-Fliaht Mass Spectrometry 

Mass spectrometry was performed using the sample 
presentation apparatus prepared in Example 3, 
Compcurative Exanple 4, and Comparative Example 5 using 
a linear time-of-f light mass spectrometer. Desorption 
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and ionization were accomplished using the third 
harmonic (355 lam) output of the Nd:YAG laser (Continuum 
Surelite I) . The optical path of the laser contained a 
variable attenuator (Newport 935) , a right -angle beam 
5 steering prism and a 250 xtm focal length quartz lens 
placed approximately 300 mm from the sample target. 
Ions generated from the matrix/analyte sample were 
accelerated to a potential of 30 kV using a two- stage 
acceleration source (total distance » 1.5 cm). An 

10 electrostatic particle guide was used to assist in ion 
transmission over the flight path. Detection was 
accon^lished using a hybrid, microchcuinel- 
plate/discrete dynode, electron multiplier. Thresholds . 
of ionization were determined enpirically by increasing ' 

15 the intensity of the laser light at the sample surface 
while monitoring the ion signal real-time with a 50 Mhz 
oscilloscope (Tektronix TDS 310) • I^>on observation of 
stable ion signal, 50 laser shots were signal averaged 
using a 500 MS/s digital storage oscilloscope 

20 (Tektronix TDS 520A) and trcuisferred to an IBM- 
compatible 486 con^>uter. The data were analyzed using 
the PC compatible software LabCalc (Galactic 
Industries) • All mass spectra were obtained in the 
positive-ion mode. External mass calibration was 

25 accomplished with the single and double-charged peaks 
of bovine insulin (MVf « 5,733.5 Da). Masses of digest 
fragments were calculated using the known hen egg 
lysozyme amino acid sequence and the peptide data 
manipulation routine PROCOMP. This program is ptiblicly 

30 available from Dr. Philip C. Andrews, University of 
Michigan Medical Center, Ann Arbor, Michigan 48104. 

Prior to enzymatic cleavage, the integrity of the 
lysozyme satqples was verified through MALDI analyses 
using sample presentation apparatus without any bound 

35 complex. No signals other than those due to the 

lysozyme ions, singly- and multiply- charged signals, 
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were observed during these analyses. Fig. 1 shows the 
results of a 10 minute digestion (40**C) of 10 picomoles 
of lysozytne using the sample presentation apparatus 
with trypsin bound to the gold surface as described in 
5 Example 3. No signals were observed over m/z s 6,000, 
which indicates high trypsin activity. Ion signals are 
observed for 33 out of 67 possible digest products (in 
the mass range up to 6,000 Da). Signals below m/z = 
1,000 Da were generally not considered because of 

10 possible interferences from the matrix. Signal 
intensity and quality was such to allow laser 
desorption conditions capable of resolving tryptic 
fragments at m/z » 1,424.8, 1,429.6 and 1,435.5 Da 
(inset) . Fig. 2 shows the correlation between the 

15 calculated masses of the enzymatically cleaved 

fragments and those observed in the mass spectrum. 

Fig. 3 shows the mass spectrum obtained from using 
the seune procedure performed with only 1 pmol of 
lysozyme applied to the surface. Virtually the same 

20 fragmentation pattern is observed, with an es^ected 
sacrifice in the signal-to-noise ratio of the data. 

For comparison, 1 pmol of lysozyme was digested 
using either an equal mole ratio of free trypsin or an 
equal voliime of agarose immobilized trypsin as 

25 described in Comparative Examples 4 and 5. Results of 
the digestion using free trypsin are shown in Fig. 4. 
Many of the low mass signals compliant with trypsin- 
generated fragments sure observed which are shown in 
Fig. 6. Strong signals at m/z 1177, 1459, 1498, 2166, 

30 2191, and 2275, however, are attributed to autolysis 

products of the trypsin since these fragments are also 
observed diiring the MALDI mass analysis of trypsin as 
shown in Fig. 6. 

Additionally, trypsin whole molecule signals 

35 (singly- and multiply- charged signals) also appear in 
the spectrum. The autolysis and parent signals 
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contaminate the data because these fragments are 
Incorporated In the matrix. The trypsin used in 
digestion is not bound to the surface, and therefore, 
there is nothing to prevent the trypsin molecular ion 
5 and autolysis products from incorporating into the 
matrix crystals. In addition, a decrease in the 
signal-to-noise ratio is also observed, relative to 
Fig. 3, and is attributed to loss of sample in transfer 
and handling. 

10 Agarose -immobilized trypsin was used in order to 

attempt to reduce the backgroxind contribution due to 
the trypsin autolysis products. The results obtained 
from the 10 minute, 40®C digestion of 1 pmole of 
lysozyme using approximately 1 /xL of beaded agarose as 

15 described in Comparative Exanple 5 are shown in Fig. 5. 
Signals are observed for nine lysozyme digest 
fragments, and only two autolysis product peaks at m/z 
2164 and 3371 are found. In contrast to both the 
derivatized sample presentation appsuratus cind the free 

20 trypsin digestions, few peaks corresponding to digest 
fragments are observed. However/ a marked decrease in 
the overall signal intensity is observed. Since the 
agarose is a porous medixxm, it is believed that digest 
fragments are lost through a combination of 

25 incorporation into the media, slow digestion due to 
poor localization of analyte around the immobilized 
enzyme, and inefficient elutlon using a small volume of 
matrix • 

Comparing the spectriim obtained using the 
30 Au/ trypsin derivatized sample presentation apparatus 

with those of the immobilized and free trypsin digests, 
it is clear that digests performed using the 
derivatized sanple presentation apparatuses are 
noticeably fre of background signals due to enzyme 
35 autolysis products and maintain a high level of 

activity. It is estimated from the digest pattern 
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which indicates the degree of total digestion that the 
activity of the derivatized surfaces in accordance with 
the invention falls somewhere between that of the 
agarose-imxnobilized and free trypsin (approximately 
5 0.05 and 0.15 TAME units, respectively). This level of 
derivatized surface activity has been foirnd to remain 
reasonably consistent from batch to batch if similar 
preparation conditions, e.g., incubation time, 
temperature, and buffer, are used. However, activity 

10 has been found to be seriously impaired if the sxirfaces 
are inadvertently touched resulting in deposition of 
oils, or contaminated with adhesive dxiring the fixing 
of the Au/trypsin foil to the conventional sample 
presentation apparatus . Care must be taken in the 

15 final steps of surface preparation. Alternatively, the 
risk of contamination has been cootpletely eliminated by 
sputter- coating the surfaces with gold and coupling 
trypsin directly to this gold coating. TrypsdLn 
activity using this method was found to be 

20 approximately equal to that of the gold foil method. 

P^g^prtpX^ 7 

Au/trypsin Sample Presentation 
Surface Contacted with oe-cobratoxin 

oc-cobratoxin was analyzed using an immobilized 

25 trypsin san^le presentation apparatus as described in 

Example 2. 

Pl^st, the xinfragmented oc-cobratoxin was analyzed 
using the MALDI method. Signals were obtained which 
correspond the singly and doubly charged ions of the 
30 intact peptide. As can be seen from Fig. 7 and Fig. 8, 
singly and doubly charged ions corresponding to residue 
1-71 are observed at 7,823 and 3,912 Da, respectfully. 
Signals less than m/z approximately 1,000 Da are due 
to the ACCA matrix. 
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Next 10 picomoles of oc-cobratoxin were digested 
for 30 minutes with a trypsin surface prepared 
according to Exanrple 2. The oc-cobratoxin was applied 
to the surface in a 3 /iL volume of 10 mM phosphate 
5 buffer (pH 7.8). The reaction was allowed to proceed 
in a highly hximid environment, at room temperature, for 
30 minutes before being stopped by the addition of an 
equal volume of ACCA matrix. The mixture was allowed 
to dry before being inserted into the mass 

10 spectrometer. The resulting mass spectshim, shown in 

Pig. 9, shows singly and doxibly charged ion signals for 
peptides with molecular, weights of 7,445, 7,575 and 
7,823 Da. These weights correspond to peptide 
sequences 1-68, 1-69 and 1-71, respectively, as shown 

15 in Fig. 7. These are the primary fragments expected 
from the tryptic treatment of the non-reduced peptide. 
Five other cleavage sites are possible, each producing 
different molecular weight fragments. However, these 
sites are stearically hindered and not available to 

20 trypsin. Therefore, these five other possible peaks 
were not observed. 

oc-cobratoxin was further analyzed by repeating the 
above -described 10 picomole oc-cobratoxin digestion by 
surface-bound trypsin in the presence of a reducing 

25 agent (10 pmol oc-cobratoxin in 3 /iL - 10 mM phosphate; 
10 mM DTT) • As can be seen from Fig. 7, the reducing 
agent broke the disulfide bonds , thus enabling the 
generation of more fra:gments. The resulting spectrum 
shown in Figs. 10 and 11 shows a set of peptide 

30 fragments indicative of reduced cobratoxin. 

Example 8 

Preparation of Sample Presentation 
Apparatus with Surf ace -Boimd of-Chvmotrvpsin 

A mass spectrometry sample presentation apparatus 

35 was prepared by binding oc-chymotrypsin to the surface 
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of the apparatus as follows, oc-chymotrypsin or TPCK- 
treated oc-chymotrypsin was dissolved in 20 inM phosphate 
buffer, pH 7.8 to a concentration of 1 mg/mL for use in 
preparation of a derivatized sample presentation 
5 apparatus as described in Exan^le 2. 



Example ? 

Sequence Determination For Design of 
Nucleic Acid Probes And Gene Identification 

The combination of surface-immobilized and free- 

10 peptidases were used to generate heterogeneous fragment 

mixtures from an original peptide as follows. 

Enzymatically active trypsin and oc-chymotrypsia 

mass spectrometry sanple presentation surfaces were 

prepared as described in Exaxnples 2 cuid 8. 

15 The synthetic peptide human parathyroid hormone 

1-34 (hPTH) was chosen as a test peptide for analyses. 

The sequence of the peptide is : 

10 20 30 

SVSHQLMHN LGKHLNSMER VEWLRKKLQD VHNF 

20 Digestions were performed in the following manner. 

Three microliter aliquots of a 0.01 mg/mL solution of 
hPTH (in a buffer of 20 mM NaHP04, pH 8.1) were applied 
to derivatized mass spectrometer san^le presentation 
apparatus prepared in accordance with Exairple 2 or 

25 Bxanqple 8. The digestion was carried out in a high 

htmiidity environment at a temperature of between 40 and 
50"C. The digestions were allowed to run for 5 to 10 
minutes before 0.5 -1.0 fjJj aliquots of the reaction 
mixtures were removed from the surfaces. These 

30 aliquots were MALDI analyzed for endopeptidase mapping. 
The pH was reduced to approximately 5 with the addition 
of an aliquot of 20 mM NH4COOCH3 , the volume of which 
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was equal to that of the remaining reaction mixture. 
500 nL aliguots of 0.001 mg/mL carboxypeptidase P 
(CPP) , in the acetate buffer, were then added to the 
reaction mixtures. Protein ladder digestions were 
5 allowed to run for between 1 to 3 minutes before the 
surfaces were removed from the heated high humidity 
environment and the reactions halted through the 
addition of an equal volume of MALDI matrix. The 
matrix/ react ion mixture was allowed to air- dry and the 

10 enzymatically- active surfaces inserted directly into 
the mass spectrometer. 

Fig. 12 is an ACCA-MALDI mass spectrum of 2.5 ' 
picomoles of the hPTH, the starting point of reference 
for the following enzymatic analyses. A strong singly- 

15 protonated signal is observed at a mass -to -charge ratio 
(m/z) of 4,119.0 Da, a doubly- charged at 
m/z n 2,019.7 Da, and little else other than matrix ion 
signals at m/z < 500 Da. 

The hPTH was further analyzed after a 10 minute 

20 digestion on oui Au/a-chymotrypsin surface maintained at 
40^0, pH 8.1. The results of this digestion are shown 
in Fig. 13. Four major signals at 1,398.5, 1,706.2, 
1850.0 and 2,738.7 Da are observed as shown in Fig. 13. 
Before adding the MALDI matrix to obtain the mass 

25 spectriim shown in Fig. 13, a portion of the digested 

peptide was transferred to a second conventional sanqple 
presentation apparatus siirface. The portion of the 
digested peptide on the second conventional saople 
presentation surface was adjusted to a pH of 

30 approximately 5 and further exposed to cpp. Fig. 14 

shows the MALDI mass spectrum obtained from this second 
sample. A series of ion signals due to cpp digestion 
is observed in the m/z range of 1,800 - 2,800 Da, 
presumably stemming from the Au/a-chymotrypsin digest 

35 signal at m/z « 2,738.7. The first residue is a 

preferred cleavage site for oc-chymotrypsin. Fig. 15 
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summarizes the masses of the signals obsezrved in Fig. 
14, the differences in mass between adjacent signals 
and the residues determined from the differences. The 
partial sequence (read as shown in Fig. 15 from N to C- 
5 terminal is determined by sequential mass difference to 
give (pep) - MERVEW - COOH. 

A second similar analysis of the hPTH was 
performed using an Au/trypsin san^le presentation 
surface followed by cpp digestion. Fig. 16 shows the 

10 results of the Au/trypsin digestion after 5 minutes at 
a temperature of 45«C (pH 8.1). Fig. 18 summarizes the 
masses observed for the digestion. The trypsin 
digestion shown in Pig. 16 resulted in the production 
of several starting fragments, and indicated the 

15 presence of the short sequence (Arg/Lys) - Lys - Lys. 

Before adding the MALDI matrix to obtain the mass 
spectnom shown in Fig. 16, a portion of the digested 
peptide was transferred to a second, conventional 
sample presentation apparatus surface. The cpp was 

20 then added to this second portion. After pH adjustment 
to approximately 5, the ladder digestion was allowed to 
proceed for 3 minutes before being teanninated by the 
addition of ACCA to the san^le presentation surface. 
Fig. 17 shows the resulting sequence ladder. From the 

25 observed mass differences summarized in Fig. 18 the 

sequence was determined to be (pep) - NSMERVEW(L/I)RK - 
COOH. The first residue cleaved by cpp is that of Arg. 
Arg is a preferred cleavage site for trypsin. This is 
obviously cm extension of the partial sequence 

30 determined using Au/a-chymotrypsin/cpp. 

The large scale sequence, (Arg/Lys) - Lys -Lys, 
overlaps with the ladder sequence at correct mass. 
This allows both spectra to be combined for sequence 
extension by an additional Lys. The first residue 

35 observed in the Au/a-chymotrypsin/cpp series, from the 
C- terminal end, was determined to be tryptophan. This 



wo 96/40888 PCT/US96/08994 

-30- 



is expected because tryptophan is one of the preferred 
sites of of-chymotrypsin cleavage. 

There are two ion signals to chose from in the 
region of the last cleavage of the Au/a- 
5 chymotrypsin/cpp digestion as can be seen from Fig. 15, 
inset, leading to the possibility of an ambiguity. The 
two mass differences represent the possibility of 
either a serine or a proline as the final residue. On 
the basis of the mass assignment error observed in the 
10 entire series (average approximately 0.15 Da), the 

final determination of serine, with -0.1 Da error was - 
made over that of proline (with -2.2 Da error). The 
resulting sequence was determined to be (pep) - SMEHVEW 
- COOH. 

15 A nominal mass difference of 128 Da was observed 

at several points in the spectrum resulting from the 
initial trypsin cleavage in the Au/trypsin/cpp 
analysis. Considering that trypsin will cleave only at 
lysine or arginine, the 128 Da mass difference is 

20 highly likely to result from a lysine C-terminal to 
either another lysine or an arginine. Likewise, two 
adjacent mass differences of 128 Da, as observed in the 
3,000 to 3,300 Da region, indicates the presence of 
Lys-Lys in the sequence, with the third residue being 

25 either another lysine or an arginine. This 

information, in combination with recognizing overlaps 
in the endo- and exopeptidase spectra, allows the two 
spectra to be used in combination to extend the 
sequence determination. Fig. 19 illustrates a ladder 

30 sequence extended by an additional lysine determined 
from the (Arg/Lys) - Lys-Lys observed in the trypsin 
spectrum overlapping with the Arg-Lys of the ladder 
sequence. The 128 Da mass differences observed in this 
manner can be unambiguously assigned to Lys as opposed 

35 to Glh which has the same molecular w ight. The result 
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is that 12 residues of the sequence were determined to 
be (pep) -NSMERVEW{L/I)RKK - COOH. 

In gathering this data, four 50 to 100 laser-shot 
mass spectra, with quality and signal-to-noise great 
5 enough to determine relative molecular masses within 
approximately 0.2 Da, were generated using a total of 
approximately 15 picomoles of sample. Typical of the 
MALDI process, the sample preparations were capable of 
thousands of single laser-shot mass spectra of ec[ual 

10 quality. As no special efforts were taken to minimize 
the amount of sample applied to the san^le presentation 
stirface apparatus, and the surface area of the 
apparatus was quite large, it may be possible to reduce 
the analyte sample amoiint, without sacrificing quality, 

15 by singly downscaling the whole process by reduction of 
surface area and application of less smalyte sample. 

It was important to maintain the derivatized 
sample presentation siirfaces at elevated temperatures 
in order to perform these digestions rapidly. The 

20 temperatures used for both the endo- and exopeptidase 

digestions, performed at elevated tenqperatures of up to 
approximately 55 »C, are somewhat above that typically 
used in proteolytic digestions, namely, 370C. This, 
combined with the high relative activity of the 

25 enzymatically-active sansple presentation surfaces, is 
believed to be responsible for the rapid analysis 
times. Although not guaranteed in every case, the 15 
minute cuialysis time demonstrated in hPTH example 
represents a rate of analysis of just under one residue 

30 per minute. 

After a peptide sequence is determined by the 
above-described process, the rules of degeneracy CcUi be 
used to identify many nucleic acid sequences which code 
for the peptide sequence. See, e.g.. Biochemistry . 

35 Stryer, pp. 91-115 (1988) . Since many different 
nucleic acid s quences code for a single peptide. 
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several nucleic acid sequences can be generated from 
the peptide sequences. The nucleic acid sequences can 
be used to search a database of nucleic acid sequences, 
e.g., Genbank, to identify genes which code for a 
5 particular polypeptide. 

Examcpl^e IQ 

Preparation of San^le Presentation 
Apparatus with Surface-Bound Pepsin 

A mass spectrometry san^>le presentation apparatus 

10 was prepared by binding pepsin to the surface of the 

apparatus as follows. Gold foil was first activated 

with DSP according to the method given in Example 1.' 

The DSP activated gold was then reacted with ethylene • 

dlamdLne (20% v/v in Isopropanol) at room temperature 

15 for 30 minutes. After incubation, the gold foil was 

rinsed thoroughly with isopropanol and then reacted 

with 0.1 Mtl-ethyl-3-{3- 

dimethylaminopropyDcarbodiimide] in 20 mM phosphate 
buffer at pH 4.5, for 30 minutes at room ten^erature . 

20 The foil was then rinsed thoroughly with the phosphate 
buffer. Next, a solution of 10 mg/ml pepsin in 
phosphate buffer was added to the surface and allowed 
to incxibate for 4 hours at 4*>C. After incubation the 
foil was rinsed repeatedly with phosphate buffer and 

25 finally vacuum dried. 

Example 11 

Au/pepsin Sample Presentation 
Surface Contacted with Pepsin 

A digestion was performed with the Au/Pepsin 

30 active surfaces prepared in Example 10 by the 

application of approximately 5 pmole of hPTH 1-34 in 10 

raM ammonium acetate buffer (pH 3.4) . The hPTH was 

digested for 8 minutes at 45 «C before stopping the 

reaction by adding ACCA matrix. Time -of -Flight mass 
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spectrometry was then performed. The resulting 
spectrum shown in Fig. 20 includes ion signals for the 
pepsin-generated peptides corresponding to amino acids 
4-18, 9-24, 8-24, and 18-34. 

5 Example 12 

Sequential Treatment of a 
Biomolecule Bv Two Different Complexes 

The combination of two different surface bound 

complexes was used to modify a biomolecule in sequence 

10 as follows. First hPTH was digested for 10 minutes at 
35®C, pH 8.1 using an immobilized Au/oc-chymotrypsin 
sample presentation device as described in Example 2 • 
A portion of the digest mixture was then treuisf erred to. 
a cpp activated apparatus prepared as described in 

15 Example 2 and the pH of the solution was adjusted to 
approximately 5. The cpp digestion was allowed to 
proceed for 10 minutes at 3S^C before termination by 
the addition of the ACCA matrix. 

The mass spectrum of the results of the initial 

20 Au/oc-chymotrypsin digestion is shown in Fig. 21. Ion 
signals resulting from the oc-chymotrypsin cleavage of 
hPTH are observed. The mass spectrum of the results of 
the Au/cpp digestion of the oc-chymotrypsin digestion 
mixtxire is shown in Fig. 22. New ion signals indicated 

25 by an asterisk are observed. These new signals 
correspond to the 

C- terminal digestion of the original peptide species. 

Example 13 
Purification of Biomolecules 
30 The invention can be used to purify biomolecules 

as follows. For many biological studies, it is 
essential to remove undesirable proteases from 
biological solutions. J^rotinin is a single-chain 
basic 58-amino-acid polypeptide with a molecular mass 
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o£ 6512 Daltons that has a polyvalent inhibitory action 
on proteases. Specifically, it inhibits a variety of 
enzymes belonging to the family of serine proteases by 
binding to the active site of the enzyme, forming tight 
5 complexes. A mass spectrometry sample presentation 
appeuratus is prepared by tethering aprotinin to the 
surface in a manner similar to that described in 
Exacple 2. A solution of a polypeptide and a protease 
is added to the surface. The protease is removed from 
10 solution by the aprotinin. Mass spectrometry is 

performed and only the purified polypeptide should be * 
observed. 

Example 14 

Preparation of A Satxple Presentation i^paratus 
15 Which Purifies Biomolecules Bv Ion Exchange 

An ion exchange functionality such as a 

diethylaminoethyl derivative, a t -butyl amino 

derivative (for anion exchange), a sulfite derivative, 

a carboxylic acid derivative (for cation exchange) , or 

20 a combination of the above is immobilized to a sample 

presentation sxirface prepared according to Example 1. 

Example 15 

Purification of Biomolecules 
By Ion Exchange 

25 A biomolecule- containing solution is added to a 

surface prepared according to Example 14. The ion 
exchange ftmctionality bovmd to the sample presentation 
surface exchanges ions with detrimental ionic species 
present as impurities in the biomolecule-containing 

30 solution. 
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Example 16 

Analysis of PNA Using 
Sample Presentation Apparatus 

First, the nuclease, snake-venom 

5 phosphodiesterase, is attached to the sanple 

presentation apparatus stirface. This attachment may be 

accomplished using a tethering molecule in a manner 

similar to that described in Example 2. Second, DNA is 

added to the surface. After the phosphodiesterase has 

10 produced DNA fragments, a MALDI matrix is added, and 

MALDI time-of-flight mass spectrometry is performed. 

Example 17 

Analysis of Carbohydrate Using 
Sample Presentation Apparatus 

15 An enzyme such as mannase which digests 

carbohydrates is attached to the sanple presentation 
apparatus surface. This attachment may be accomplished 
using a tethering molecule in a manner similar to that 
described in Example 2. Next, a carbohydrate is added 

20 to the siarface. After the mannase has produced 

carbohydrate fragments, a MALDI matrix is added, and 
MALDI time-of-flight mass spectrometry is performed. 

Many other variations and modifications of the 
invention will be apparent to those skilled in the art 

25 without departing from the spirit and scope of the 
invention. The above-described embodiments are, 
therefore intended to be merely exemplary, and all such 
vauriations and modifications are intended to be 
included within the scope of the claims. 
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A sample presentation apparatus comprising: 

(a) a mass spectrometry sample 
presentation siirface; and 

(b) a complex boiind to the surface, the 
complex including at least one molecule which 
chemically modifies a bicmolecule. 

The sample presentation apparatus according to 
claim 1, wherein the biomolecule comprises at 
least one selected from the group consisting of 
polypeptides, Dim, carbohydrates, RNA and 
combinations thereof. 

A sample presentation apparatus according to 
claim 2, wherein the con^lex comprises a tethering 
molecule which is attached to the surface, and a 
reactive molecule which chemically modifies a 
biomolecule; wherein the tethering molecule is 
attached to the reactive molecule. 

A sample presentation apparatus according to 
claim 2, wherein the complex purifies the 
biomolecule . 

A sample presentation apparatus according to 
claim -2, wherein the conqplex selectively digests 
the biomolecule at specific locations. 

A sample presentation apparatus according to 
claim 2, wherein the biomolecule is a polypeptide, 
and the complex comprises a proteolytic enzyme. 

A sample presentation apparatus according to 
claim 6, wherein the proteolytic enzyme is 
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3 selected from the group consisting o£ trypsin, a- 

4 chymotrypsln, pepsin and carboxypeptidase-P. 

A method o£ mcdclng a sample presentation 
apparatus, which comprises providing a mass 
spectrometry sample presentation apparatus 
surface; and binding a con^lex to the surface 
wherein the conplex includes at least one molecule 
which chemically modifies a blomolecule. 



1 9. A method of making a sample presentation apparatus 

2 according to claim 8, wherein the step of binding 

3 a complex to the sample presentation surface 

4 comprises : 

5 (a) binding at least one end of a 

6 tethering molecule to the mass spectrometry sample 

7 presentation surface; and 

8 (b) binding a reactive molecule to the 

9 tethering molecule wherein the reactive molecule 
10 chemically modifies a blomolecule. 

1 10. A method of analyzing a blomolecule comprising the 

2 steps of: 

3 (a) providing a mass spectrometry 

4 presentation surface, 

5 (b) binding at least one complex 

6 molecule to the surface, the complex Including at 

7 least one molecule which chemically modifies a 

8 blomolecule; 

9 (c) contacting the blomolecule with the 

10 surface, thereby chemically modifying the 

11 blomolecule ; 

12 (d) applying a MALDI matrix to the 

13 surface ; and 
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(e) determining the molecular weight of 
the chemically modified biomolecule in a mass 
spectrometer . 

A method of analyzing a biomolecule according to 
claim 10, wherein the biomolecule con^rises at 
least one selected from the group consisting of 
polypeptides, DNA, carbohydrates, RNA and 
combinations thereof. 

A method of analyzing a biomolecule according to 
claim 11, wherein the complex comprises a 
tethering molecule which is attached to the 
surface at at least one end of the tethering 
molecule and a reactive molecule which chemically 
modifies a biomolecule, wherein the tethering 
molecule is attached to the reactive molecule. 

A method of analyzing a biomolecule according to 
claim 11, wherein the complex purifies a 
biomolecule. 

A method of analyzing a biomolecule according to 
claim 11, wherein the complex selectively digests 
the biomolecule at specific locations. 

A method of analyzing a biomolecule according to 
claim 11, wherein the biomolecule is a polypeptide 
and the complex comprises a proteolytic enzyme. 

A method of analyzing a polypeptide according to 
claim 15, wherein the proteolytic enzyme is 
selected from the group consisting of trypsin, a- 
chymptrypsin, pepsin and carboxypeptidase-P. 
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1 17. A method of analyzing a polypeptide according to 

2 claim 15 wherein a reducing agent which cleaves 

3 disulfide bonds is added to the surface. 

1 18. A method of analyzing a polypeptide according to 

2 claim 15 wherein a reducing agent which cleaves 

3 disulfide bonds is attached to the surface. 

1 19. A method of analyzing a biomolecule according to 

2 claim 11, wherein after the step of contacting the 

3 biomolecule with the sxirface, the surface and the- 

4 biomolecule are incubated in a moist atmosphere. 

1 20. A method of analyzing a biomolecule according to 

2 claim 11, wherein after the biomolecule is 

3 modified by the complex, the biomoleciile is 

4 exposed to a second reagent molecule which 

5 modifies the biomolecule a second time. 

1 21. A method of analyzing a biomolecule according to 

2 claim 20, wherein the second reagent is different 

3 from the reagent molecule in the complex. 

1 22. A method of analyzing a biomolecule according to 

2 claim 21, wherein the second reagent is a complex 

3 which is bound to a surface. 

1 23. A method of analyzing a biomolecule according to 

2 claim 20, wherein the molecular weight data 

3 obtained from analyzing the biomolecules modified 

4 by the conplex, and the molecular weight data 

5 obtained from the biomolecules modified by both 

€ the complex and the second reagent, is compared to 

7 determine the partial structure of the 

8 biomolecule • 
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A method of analyzing a biomolecule according to 
claim 23, wherein the molecular weight data is 
used to determine a limited amino acid sequence of 
a peptide* 

A method according to claim 24 ftirther comprising 
determining at least one nucleic acid sequence 
corresponding to the limited amino acid 8eq[uence, 
and searchdLng a database containing nucleic acid 
sequences for the nucleic acid sequence. 

A method of analyzing a biomolecule according to 
claim 11, wherein the mass spectrometer comprises: 

(a) a mass spectrometry sample 
presentation apparatus which con^rises said mass 
spectrometry presentation surface: 

(b) means for introducing the sample 
presentation surface into a volatilization, 
chamber; 

(c) means for volatilizing and ionizing 
the chemically modified biomolecule; and 

(d) means for determining the molecular 
weight to charge ratio of the chemically modified 
biomolecule ion based on its trajectory in the 
mass spectrometer. 

A method of analyzing a biomolecule according to 
claim 26, wherein the mass spectrometer further 
comprises means for generating an electric field, 
the field being oriented to cause the chemically 
modified biomolecule ions to a travel away from 
the sample presentation apparatus and toward a 
detecting means . 

A method of analyzing a biomolecule according to 
claim 26, wherein the means for volatilizing and 
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3 ionizing the chemically modified biomolecule is a 

4 LASER. 

1 29. A method of analyzing a biomolecule according to 

2 claim 26, wherein the means for determining the 

3 molecular weight of the chemically modified 

4 biomolecule measures the time of flight for the 

5 chemically modified biomolecule. 

1 30. A mass spectrometer, which con^rises: 

2 (a) a mass spectrometry sample 

3 presentation apparatus which comprises: 

4 (i) a mass spectrometry sample 

5 presentation surface; and 

6 (ii) a complex boxmd to the 

7 surface, the complex including at least one molecule 

8 which chemically modifies a biomolecule; 

9 (b) means for introducing the sample 

10 presentation surface into a volatilization 

11 chamber; 

12 (c) means for volatilizing and ionizing 

13 the chemically modified biomolecule; and 

14 (d) means for determining the molecular 

15 weight to charge ratio of the chemically modified 

16 biomolecule ion based on its trajectory. 

1 31. A mass spectrometer according to claim 30, wherein 

2 the mass spectrometer further comprises means for 

3 generating an electric field, the field being 

4 oriented to cause the chemically modified 

5 biomolecule ions to a travel away from the sample 

6 presentation apparatus and toward a detecting 

7 means • 

1 32. A mass spectrometer according to claim 30, wherein 

2 the biomolecule comprises at least one selected 
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from the group consisting of polypeptides, DNA, 
carbohydrates, HNA. smd combinations thereof. 

A mass spectrometer according to claim 32, wherein 
the con^lex comprises a tethering molecule which 
is attached at at least one end to the surface, 
and a reactive molecule which chemically modifies 
a biomolecule wherein the tethering molecule is 
attached to the reactive molecule. 

A mass spectrometer according to claim 32, wherein 
the complex purifies a biomolecule. 

A mass spectrometer according to claim 32, wherein 
the complex selectively digests the biomolecule at 
specific locations in the biomolecule. 

A mass spectrometer according to claim 32, wherein 
the biomolectile is a polypeptide, and the reactive 
molecule is a proteolytic enzyme. 

A mass spectrometer according to claim 36, wherein 
the proteolytic enzyme is selected from the group 
consisting of trypsin, a-chymotrypsin, pepsin and 
carboxypeptidase*-P . 

A mass spectzrometer according to claim 30, wherein 
the means for volatilizing and ionizing the 
chemically modified biomolecxxle is a LASER. 

A mass spectrometer according to claim 38, wherein 
the means for determining the molecular weight of 
the chemically modified biomolecule measures the 
time of flight for the chemically modified 
biomolecule • 
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1 40. A method of analyzing a polypeptide according to 

2 claim 15, wherein after the molecular weight of a 

3 polypeptide fragment is determined, the molecular 

4 weight is sxibtracted from the weight of a next 

5 lower molecular weight polypeptide fragment to 

6 determine which amino acid is lacking from the 

7 lower molecular weight polypeptide fragment. 

1 41. A method of analyzing a polypeptide according to 

2 claim 40, wherein a limited secjuence of a 

3 polypeptide, containing amino acids, is determined 

4 by sequentially analyzing lower molecular weight 

5 polypeptide fragments to determine which amino 

6 acids they lack, and further comprising 

7 determining at least one nucleic acid sequence 

8 corresponding to the limited amino acid sequent 

9 and searching a database containing nucleic acid 
10 sequences for the nucleic acid sequence. 
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AMENDED CLAIMS 

[received by the International Bureau on 27 November 1996 (27.11.96); 
original claims 1-41 replaced by amended claims 1-43 (9 pages)] 

claims 

1 i. A saiaple pr«sentatlbn apparatus comprising: 

2 (a) a Dass spectroiaatry sample 

3 presentation apparatus having a mass spectrometry 

4 sample presentation surface; and 

5 (b) a complex iinmobllized on the 

6 surface, the complex including at least one 

7 molecule which chemically modifies a bioraolecule, 

8 wherein the biomolecule is selected from the group 

9 consisting of polypeptides, DNA, carbohydrates, 
10 RNA, and combinations thereof. 

1 2* A sample presentation apparatus according to claim' 

3 1^ wherein the complex comprises: 

3 (a) a tethering molecule, which Is 

4 attached to the sample presentation surface at at 

5 least one end of the tethering molecule, and 

^ (b) a reactive molecule which chemically 

7 modifies a biomolecule; 

S wherein the tethering molecule is 

9 attached to the reactive nolecule- 

1 4. A sample presentation apparatus according to 

2 claim 1, wherein the complex purifies the 
^ biomolecule. 

1 5 . A sample presentation apparatus according to 

2 claim 1, wherein the complex selectively digests 
5 the biomolecule at specific locations. 

1 6. A sample presentation apparatus according to 

2 claim 3, wherein the biomolecule is a polypeptide, 

3 and the reactive molecule is a proteolytic enzyme. 

1 7, A sas^le presentation apparatus according to 

2 claim 6, wherein the proteolytic enzyme is 
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selected frcm the group consisting of trypsin, a- 
chymotrypsin, pepsin and caraoxypeptidase-?. 

A method of making a sample presentation 
apparatus, vrtiich comprises providing a mass 
apeotrometry sample presentation apparatus having 
a mass spectrometry sample presentation surface; 
and l>inding a complex to the eurfaoe vherein the 
complex includes at least one molecule which 
chemically modifies a biomoleculc, vherein the 
bioraolecule is selected from the group consisting 
cf polypeptides, DNA, carbohydrates, rna, and 
comJ^inations thereof. 

A method of making a sample presentation apparatus 
according to claim 8, wherein the step of binding 
a CQS^lex to the sample presentation surface 
comprises: 

(a) binding at least one end of a 
tethering molecule to the mass spectrometry sample 
presentation surface; and 

(b) binding a reactive jiolecuie to the 
tethering molecule vherein the reactive molecule 
chemically modifies a biomolecule, wherein the 
biomolecule is selected from the group consisting 
of polypeptides, DNA, carbohydrates, RKA, and 
combinations thereof* 

A method of analyzing a biomolecule comprising the 
steps of: 

(a) providing a mass spectrometry 
sample presentation surface; 

(b) contacting at least one complex 
including at least one molecule which chemically 
modifies a biomolecule with the sample 
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a presentation surface to form a surface-bound 

9 cotoplex; 

reaovlng any unbound coniplajc from 

^3. the sample presantation surface; 

" <d) contacting the bionolocule with the 

X3 surface-bound cooplexr thereby chemically 

14 modify ing the biomolecule; 

(e) applying a MXLDI laatrlx to the 

16 sample presentation surface; and 

^' .(f) detemining the molecular weight of 

^5 the chemically modified biomolecule in a mass 

19 spectrometer. 

1 IX. A method of analysing a biomolecule according to . 

2 claim 10, wherein the biomolecule comprises at 

3 least one selected from the group consisting of 

4 polypeptides, DNA, carbohydrates, rna and 

5 combinations thereof. 

1 12 • A method of analyzing a biomolecule according to 

2 claim 11, wherein the con^lcx comprises: 

3 (a) a tethering molecule which is 

< attached to the sample presentation surface^ at at 

5 least one end of the tethering molecule, and 

S (b) a reactive molecule which 

7 chemically modifies a biomolecule, 

^ wherein the tethering molecule is also 

9 attached to the reactive molecule. 

1 13. A method of analysing a biomolecule according to 

2 olaim 11, wherein the complex purifies a 

3 biomolecule. 

1 14. A method of analyzing a biomolecule according to 

2 claim 11, wh rein the complex s lectively digests 

3 the biomolecule at specific locations. 
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1 15. A method of analyzing a biomolccule according to 

2 claia 11, wherein the bionolecule is a polypeptide 

3 and tha complex compriees a proteolytic enzyme. 

1 16, A method of analyzing a polypeptide according to 

2 cUla 15 r wherein the proteolytic exwyme is 

3 selected from the group ccnalsting of trypsin, o- 

4 chymotrypsin, pepsin and carboxypeptidaae-p . 

1 17. A method of analysing a polypeptide according to 

2 claim 15 wherein a reducing agent which cleaves 

3 disulfide bonds is added to the surface. 

1 18. A method of analyzing a polypeptide according to • 

2 claim 15 wherein a reducing agent which cleaves 

3 dieuifide bonds is attached to tha surface* 

1 19. A method of analyzing a biomolecule according to 

2 claim 11, wherein after the step of contacting the 

3 biomolecule with tha surf aca^bound conplex, the 

4 surf ace-boiuad complex and tha biomolecule are 

5 incubated in a moist atmosphere. 

1 20, A method of analyzing a biomolecule according to 

2 claim 11, wherein after the biomolecule is 

3 modified by the complex, the biomolecule is 

4 exposed to a second reagent molecule which 

5 modifies the biomolecule a second time* 

1 21, A method of analyzing a biomolecule according to 

2 claim 20, wherein the second reagent molecule is 

3 different from the reactive molecule. 

1 22. A method of analyzing a biomolecule according to 

2 claim 21, wherein the second reagent molecule is a 

3 complex which is bound to a surface. 
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1 23. A method of analyzing a biomolecule according to 

2 claim 20, wherein the molecular weight data 

3 obtained from analyzing the biomoleculea modified 

4 by the complex, and the molecular weight data 

5 obtained from the hiomoleoulea modified by both 

6 the complex and the second reagent molecule, ie 

7 compared to determine the partial structure of the 
a biomaleoule • 

1 24. A method of analyzing a biomolecule according to 

2 claim 23, wherein the molecular weight data ie 

3 used to determine a limited amino acid sequence of 

4 a peptide. 

1 25. A method according to claim 24 further comprising 

2 determining at least one nucleic acid sequence 

3 corresponding to the limited amino aoid sequence, 

4 and searching a database containing nucleic acid 

5 sequences for the nucleic acid sequence. 

1 26. A method of analyzing a biomolecule according to 

2 claim li, wherein the mass spectrometer comprises: 

3 (a) a mass spectrometry s£uaple 

< presentation apparatus which comprises said mass 

5 spectrometry presentation surface; 

* (b) means for introducing the sample 

7 presentation surface into a volatilisation 

8 chamber; 

^ <<3) means for volatilizing and ionizing 
the chemically modified biomolecule; and 

(d) means for determining the molecular 

12 weight to charge ratio of the chemically modified 

13 biomolecule ion based on its trajectory in the 

14 mass spectrometer. 
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1 27. A method at analyzing t biouolecu.le according to 

2 Claim 26, wherein the nass apecrromecer further 

3 comprises means for generating an electric field, 

4 the field being oriented ro cause the chemically 

5 modified bionolecule ions to a travel avay from 

6 the sample presentation surface and toward a 

7 detecting meane. 

1 28* A method Of analyzing a bionolecule according to 

2 claim 26 1 wherein the means for volatilizing and 

3 ionizing the chemically modified biomolecule is a 

4 I«AS£R. 

1 29. A merhod of analysing a biomolecule according to 

2 claim 26^ wherein the means for determining the 

3 molecular weight of the chemically modified 

4 biomolecule measures the time of flight for the 

5 chemically modified biomolecule. 

1 31. A mass apeotromater according to claim 43, wherein 

2 the mass spectrometer further comprises means for 

3 generating em electric field, the field being 

4 oriented to cause the chemically modified 

5 biomolecule ions to travel avay from the sample 

6 presentation apparatus and toweord a detecting 

7 means. 

1 32. A mass spectrometer according to claim 43, wherein 

2 the biomolecule comprises at least one selected 

3 from the group consisting of polypeptides, DKA, 

4 carbohydrates, RNA and conbinations thereof, 

1 33. A mass spectrometer according to claim 32, wherein 

2 the complex comprises a tethering molecule which 

3 is attached at at least one end to the surface, 

4 and a reactive molecule which chemically modifi s 
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5 a biomoleculft wherein th« tethering molecule is 

6 attached to the reactive molecule. 

1 34. A uasft spectronater according to claim 32, wherein 

2 the complex purifies a biomolecule. 

1 35. A aasfi Bpectromater according to claim 32, wherein 

2 the coa^lBX aelactivaly digests the blomolecule at 

3 specific locations in the blomolecule. 

1 36. A mass spectrometer according to claim 33, wherein 

2 the blomolecule is a polypeptide, and lAe reactive 

3 molecule is a proteolytic enzyme. 

1 37 « A mass speetromctar according to claim 36, wherein 

2 the proteolytic enzyme is selected from the group 

3 consisting of trypsin, a-chymotrypoin, pepsin and 

4 oaf boxypeptidase*P • 

1 38. A mass spectrometer according to claim 43, wherein 

2 the means for volatilizing the matrix material is 

3 a ZASER. 

1 39. A mass spectrometer according to claim 38, wherein 

2 the means for determining the molecular weight to 

3 charga ratio of the chemically modified 

4 blomolecule measures the time of flight for the 

5 ohemically modified blomolecule. 

1 40. A method of analyzing a polypeptide according to 

2 claim 15, wherein after the molecular weight of a 

3 polypeptide fragment is determined, the molecular 

4 weight is subtracted from the weight of a next 

5 lover molecular weight polypeptide fragment to 

6 determine which amino acid is lacking from the 

7 lo%fer molecular weight p lypeptide fragment. 
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1 41, A method of analyzing a polypeptide according to 

2 olattt 40, wherein a limit€d sequence of a 

3 polypeptide containing aaino acids, is determined 

4 by eequentiftlly analysing lower molecular weight 

5 polypeptide fragments to determine which amino 

6 aolds they lack, and further comprising 

7 determining at leaet one nucleic acid sequence 

e corresponding to the limited amino acid sequence 

9 and searching a database containing nucleic acid 

10 Beguenoes for the nucleic acid sequence, 

1 ,42. A mass spectrometer « which comprises a mass 

2 spectrometry sample presentation apparatus which 

3 comprises: 

4 (a) a mass spectrometry sample 

5 presentation surface; and 

6 (b) a complex immobilized on the 

7 Burfaoe, the complex including at least one 

8 molecule which chemically modifies a biomolecule 

9 wherein the complex is not incorporated in a MALDI 

10 matrix and is not volatilized in a mass 

11 spectrometer. 

1 43. A mass spectrometer according to claim 42, which 

2 further comprises: 

3 (a) x&eans for introducing a sample 

4 presentation surface into a volatilization 

5 chamber; 

^ (b) means for volatilizing and ionizing 

7 a chemically modified biomolecule, thereby forming 

8 a chemically modified biomolecule ion, said means 

9 for volatilizing comprising (i) a matrix material 

10 which solubilizes the chemically modified 

11 biomolecule and absorbs light energy at a 

12 frequency easily accessibl by a laser, wherein 

13 the matrix material is applied over the complex. 
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and (ii) means for volatilizing the matoix 
material; and 

(c) means for deteraining a molecular 
weight to charge ratio of the ohenically modified 
bloBOleeule ion based on its trajectory. 
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RESIDUES OF LYSOZYME FOLLOWING 10 MINUTE DIGEST 
ON AN Au/TRYPSIN PROBE TIP 
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RESIDUES OF LYSOZYME FOLLOWING 10 MINUTE DIGEST OF 
1 PMOL WITH FREE- TRYPSIN AND AGAROSE-IMMOBILIZED 
TRYPSIN 
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